Summary &horbar; The aim of the present study was to define the conditions of preparation and in vitro culture of embryonic discs allowing proliferation of ES-like cells. G5-6 porcine blastocysts (GO = day of Al) were cultured in toto; in G10-11 blastocysts, trophectoderm and primitive endoderm were microsurgically removed from embryonic discs (ED) which were cultured either on plastic or on a feeder layer. Feeder cells were foetal G30 porcine fibroblasts which had been previously irradiated. Culture medium was DMEM supplemented with 0.1 mM P-mercaptoethanol, 5% foetal calf serum, 5% Ultroser G and 10 3 IU LIF; cultures were performed at 38°C. Colonies were reseeded weekly. Few embryonic discs from G5-6 and no elongating blastocysts gave rise to ES-like cells. At least 50% G10-11 ED attached and developed multilayered colonies (100 cells) of small ovoid ES-like cells.
INTRODUCTION
The inner cell mass appears at the time of blastocoele organization in the embryo; it is formed from totipotent cells which originate from the different cell lineages of the embryo. These in vitro cell cultures might give rise to embryonic stem cell (ES) lines.
Such cells contribute to the formation of the different tissues and organs including the germ line after introduction into host blastocysts, thereby producing chimaeras (Evans and Kaufman, 1981; Martin, 1981) . ). This method has been well developed in mice (Lallemand and Brulet, 1990) , but no such ES lines deriving from ICM or embryonic disc and producing chimaera have been obtained in farm animals (Yang and Anderson, 1992) . However, embryoderived cells with differentiation potentialities have been isolated from porcine embryos (Notarianni et al, 1990; Piedrahita et al, 1990; Strojek et al, 1990 ; MeineckeTillmann and Meinecke, 1991; Wilmut et al, 1991) . ).
The aim of the present study was To test whether some uterine factors were necessary for ES-like colonies in culture without a feeder monolayer, the culture medium was used as flushing medium for a G10-11 pregnant sow and after filtration, used as culture medium. Addition of different growth factors was performed to test their efficiency in promoting ES-like cell proliferation with or without feeders. The activity of recombinant human SCF (steel factor; Genzyme 1833-01; 10 ng/ml) was tested after addition to the basal medium in culture without feeders. Different growth factors were added to the basal medium in culture with feeders: EGF (mouse, Sigma, E 4127: 10 ng/ml), PDGF (human, Sigma, P 8147) and insulin (bovine, Sigma, 1 5500) were added alone at the concentration of 4 ng/ml and 25 wg/ml respectively or in combination, PDGF 2 ng/ml + insulin 12.5 pg/ml, respectively. TGF(3 (human; Sigma, (Estrada et al, 1991 
